A simple and convenient method for culturing anaerobic bacteria is described. Cultures can be grown in commercially available flasks normally used for preparation of sterile external solutions. A special disposable rubber flask closure maintains anaerobic conditions in the flask after autoclaving. Growth of a variety of anaerobic oral bacteria was comparable to that obtained after anaerobic incubation of broth cultures in Brewer Anaerobic Jars.
The isolation and laboratory maintenance of anaerobic bacteria requires specialized incubation equipment, such as Brewer Anaerobic Jars (BBL Microbiology Systems, Cockeysville, Md.), anaerobic incubators, or anaerobic glove boxes (4). Thus, any technique which simplifies the culture of these organisms may be beneficial, particularly in laboratories where this equipment is lacking. The purpose of this paper is to describe a simplified system for growing broth culture of anaerobic oral bacteria. The growth of Actinomyces israelii and the development of streptomycin-resistant reference strains with this system were described in a preliminary report (M. J. Behbehani Square-Pak flasks appeared to be in the range required for growth of most anaerobes (5). Seip and Evans (6) pointed out that the methylene blue anaerobic indicator may require more than 6 h at 20 to 25°C to become completely decolorized when incubated under anaerobic conditions. At this time, the redox potential of uninoculated media in the jar was well below -200 mV. Strains of anaerobic bacteria from the Forsyth Dental Center culture collection were grown in Square-Pak flasks. This was compared to growth in Erlenmeyer flasks in Brewer Anaerobic Jars in an atmosphere of 80% N2-10% C02-10% H2. The media and the inoculum size were the same for both systems. Incubation was at 37°C for 48 h for all gram-negative organisms, and 5 days for all Actinomyces strains. Estimates of growth in the two systems, as determined by optical density measurement, are shown in Table 1 . In general, comparable results were obtained by the two systems, although there were some individual differences. The cultures in the flasks were plated in duplicate on Trypticase soy agar plates with 5% defibrinated sheep blood. One set of plates was incubated anaerobically and one set was incubated aerobically to confirm the anaerobic nature of the test organisms.
Growth of surface colonies of anaerobic bacteria in different types of culture bottles has been described previously (1, 2 
